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POLYMORPHISM AT COOON 36 OP THE P53 SENS 



This invention relates to screening methods based upon 
the identification of a polymorphism at codon 36, in exon 4, of 
5 the p53 gene. 

Background ef th« Invtntien 

The p53 gene on chromosome 17, specifically region 
17p, is the most commonly altered gene in human cancer. 
Rearrangements of the gene resulting in inactivation have been 
10 observed in human and animal cell lines and tumors. The wild 
type gene product, is hypothesized to function in tumor 
suppression. Consequently, there has been considerable 
interest in detecting mutations in this gene in tumors. k 
number of studies have already' reported mutations in tumors of 
15 diverse origin. Most of the mutations which have been detected 
have been detected in exons 5-9 of the gene. It has also been 
reported that transf action of the wild- type p53 arrests the 
growth of cancer cell lines. (Baker, et al.. Science, 249:912- 
915 (1990); Friedman, et al.. Pres. Natl, Acad. Sci. USA, 
20 87:9275-9279 (1990)). 

Most of the pS3 mutations identified are "miasense- 
mutations resulting in a single amino acid change. In a recent 
review article, it was reported that 83% of the pS3 mutations 
are such missense mutations. Harris, et al., "Clinical 
25 implications of the p53 Tumor-Suppressor Gene, - The New England 
Journal of Medicine, 329:1318-1327 (1993) (incorporated herein 
by reference) . 

One problem hindering the identification of mutations 
in- the p53 gene is the occurrence of sequence polymorphisms. 
30 some of which are restriction fragment length polymorphisms ' 
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(RFLPs) , in this same gene. Comparison with normal tissue fron 
a patient having a tumor exhibiting a purported mutation in p53 
must be made to verify whether the nutation is somatic or 
germlme in origin. Another possibility is rhar the change -"n 
5 the germlioe is a polymorphism. silent mutations in the 
germline can be indistinguishable from a polymorphism, unless 
recognized as such in larger population based studies. 

Analysis of germline tissues from parents i B „ ot 
always feasible, as many diagnoses are made retrospectively 
10 Thus, the identification of polymorphisms in this gene car. aid 
interpretation of results from tumors. 

Several polymorphisms have already been identified in 
PS3, but only three others are in the coding sequence- the rest 
are in introns. A continually updated compendium will aid in 
15 diagnostic interpretation. Discussion of the identified 
polymorphisms follows. 

o* th. h AhUja c', et ^ " Vari " i0n in protein coding region 
e the human p53 ge ne.» Oncogen.. 5:1409-1410 (1990) report a 

20 exon 2. The polymorphism was only identified in l of ioc 

"port" t a ha??H d "* W " identlfled USin9 S5111 ' ^ -tbor. 
report that the rarity of their polymorphism l imits le- 

usefulness in studies of allelic loss. 

« » , ■ * r *' " 4l " " COd ° n 72 ^^nAism of the TF53 gene - 
25 Kucl^c Acids * MM rch. ^ 18 , no . ^ ^ 

^^orphism results in an amino acid residue alteration and 
can be identified using Ac cII. The frequency of the 
polymorphic allele is reported as o.M. The frequency o' 
30 heterozygosity ie nor ******* *-*4u«ncy o. 

the reference ' ' " " MC ~tainable ««- 

In de la Calle, et al., -Siallelic Bg2 n D KA 
Polymorphism of the human p53 oncogene.- mj«c J£ 

35 po ymorphism somewhere in nucleotides 1 to 1S87 ™! ' 
polymorphism can be identified using flgin. The frecuency of 
the polymorphic allele is reported as 0.05. " 
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the hu, a „ ps'^^;:;;;^^;; t^T^T 1 ™ of 

«•« tlMO). a polymorphic - ^ e ^ *°' 

-ported upon. The po^orp^ J^" ? 

S The frequency is reported as o.72. ld8nt - fled ^ 
In de la Calle-Karcin, et al -a~- T 

l»»0). th, authors report . „lJJZt"° ' 

»- =.n ui^ZTZZzz ~ ; ° £ »>• 

is reported as 0.S8. * £rei I ue ncy 

the huo» = p53 g6n . thac Mn £ "» «th intron of 

IS nuclease diges-ion a,. .„ , . reve "« d ""J restriction 

r.-p.ctiv.lv. Pro „„ 

P=lyn»rpni«, of the „ • S > 1 *"«1" *P.I 

*«..rcn. vol. „, no . 4 ,„ ' TP5J '-" *ci* 

20 intron 7 of ps 3 Th . ' , * Is 

».> %. Th. . uther . .„iTtL t " e r so,icy 11 r,por " d *• 

» Us. of . pnT^^T^- « - - 

The .uthor. r.pcrt that "2 eh. * T * 41 

-thor, al . 0 «Ut th « i. .?r»T d * silent - »■ 

» «l«r th. r .. trietl6n e " — «ie mutation. 

• hot.pot M rt«'i«,*r.ji o : Zl^L" " ol '«^»» in 

<»»!> .!» report . po 1 \ ' :,,K,0^e, "• '""-TO 

>». th. .z« „.r. 1 ™::. in codon " 3 - in ^ 

Pc^orphi.. ... iisnti£i , d M ' in 7 *• « -ino .cid. 

d.p«di, 9 upon tether th. ti,.u. J., of T*' ^ 

-•sue was of norm.) or tumor . 
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origin. The highest frequency was observed in a breas -ancer 
pat.ent population. As a result of this observation" - h . 

attend t0 datfirmlne whec . er *< £ 

association with facial breast cancer. None was shown. ' 

-wuiems, et al., -pgr detection of a 
polymorphism in intron I of the human p 53 gene (TP 53 ; . - ^1 
A«ds search, vol. 20 , no. 1172 (1992) '.^ 

polymorphism in introa x of „ -i 

j p e Polymorphism can be 

cn_ purported mutation disalavs th« fc 

Polymorphism. In addition to t>H V " the 

an #cif,^ • , « a aition to this application, knowledge of a 
specific single polymorphism ear. facilitate eh . * 

ot Sermline oriqin i» u w 

however, tha- com* should be noted, 

tna. some germline mutations could arise a. „ 

«n=.r or ether di".".. "^;" 5 ' »»» 
*t«lLti. of £. of V ■««»"«*»- «■ f«ili,«. 

» P« in tu»orig.„ Mi . ^ !! * ° f h «""»rao.icy of 

mutation 

3S development is t0 ^ " «~ . 

Polymorphism in the coding reoion " / 9 ° n ' * 

these regions of the ' ^ *" " P^-able. 

the gene are most often studied. 
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Polymorphisms in the coding region are generally less co^ir.o- as 
the ceding regions of che gene are more stable and less mutable 
over time. Further, a coding region polymorphism enables 
screening of both genomic and cDNA. I C is alsc oreferable that 
the polymorphism resul: in a change in a restriction enzyme 
site 



For purposes cf genetic linkage determinations, it < s 
further preferable that the polymorphism not occur in the sane 
sites where somatic mutations are known to occur mos- 
10 frequently. Four -hot-spots- in p 53 frequently altered in 
human cancers are reported in Nigrc, et al., wacure. 342:705- 
708 (1989) (incorporated herein by reference). These hot spots 
occur « the conserved regions of the gene. Also. i= is 
preferable that somatic mutations not result in the sam- 
15 detectable change as the polymorphism, but this <s I 
possibility. 

• For determinations of parental origin, it is 
preferable that the occurrence of the polymorphism is not too 

20 beTr* P " £erably ' thS fre ^ * heterozygosity should 
20 be high enough zo be informative, but low enough such that it 

is not often found in both parents. The homosygous state for 

cne polymorphism is very rare. 

eodn „ P " 8ent inV,nt ° r h " identified • Polymorphism in 

codon 36 of exon 4 of the pS3 gene which meets the foregoing 

25 criter.a it involves the change of a rial restriction site to 
* Seel site. Although the specific codon change was reported 
upon previously in Chiba, etal., Cfccogen,, 5:1603-16X0 (1990,, 
Chxb. et al. reported that the change was a . Ue nt station in 
non-small cell lung cancer, not a polymorph!.,, chiba et a 

30 oo not disclose that the mutation was confirmed as Ling 

onotV. 0 :^ 0 rCPOrt te8tin9 WhiCh WUld C ° nfi - ^ 
or not the observation, if not somatic, was a silent germline 

Ration or polymorphism. Por reason, presented above whether 

an observed germline mutation is in fact a mutation or a 

polymorphism is an important difference. The present inventor 

Although'th "T Chan9e Ma bC *» t0 * P'^rphism. 

Aicnough the change is "silent « i« ~# 

s= sixent xn terms of amino acid coding, ' 



WO 9S/18S18 



fCT/US95/0015S 



- € - 

the change does result in the change from a Finl restriction 
site to a Bed restriction sice. This was not recognizee 
previously. 



5 gitftm^TY of the Ifivntjon 

In one aspect, the present invention involves a method 
for determining genetic linkage of presently unidentified genes 
in a region of chromosome 17 for which loss of heterozygosity 
has been linked with cancer or other diseases. This involves 
10 mapping of the region of genomic loss with respect to other 
markers in the region to which the gene of interest can be 
linked. The polymorphism at coden 3© of p53 is one such 
marker. 

In another aspect, the present invention relates to 
15 a method for determining whether a germline mutation in p53 
phenotypically expressed as a tumor in a patient is linked to 
the polymorphism at codor. 36, exon 4, of the pS3 gene. The 
method involves isolation of genomic DNA from .the tumor of a 
patient, amplifying the regions corresponding to the mutation 
20 and exon 4 of p53 if necessary, identifying the polymorphism in 
the amplified sample, cloning the amplified products containing 
the mutation and the polymorphism, sequencing the cloned 
products, and determining whether the mutation and polymorphism 
occur in the same clone. Such occurrence indicates the 
2S mutation is on the same allele. If not, the mutation is on a 
different allele. In a further aspect, the present 

invention involves a method for determining parental -rigin of 
an allele carrying a germline mutation in p53. The method 
involves screening tissue from the parents of a patient 
exhibiting a tumor with a germline mutation which has been 
linked to said polymorphism for identification of the parental 
source of the polymorphism. 

In yet another aspect, the present invention involves 
a method for determining familial histories and, therefore, the 
35 relation of the polymorphism, if any, to tracking of the 
mutation and predeliction for tumor development. The method 
involves screening tissue from relatives of a patient * 
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possessing an allele carrying Che mutation for preser.ce cf the 
polymorphism. 

In another aspect, the present invention involves a 
method for determining loss of heterozygosity. 

5 Brief Denffri^lnn n f t h» p r ««H 17r 

Figure i depiets the occurrence of the polymorphism in 
gangliocytoma/ganglioneuroma, neuroblastoma, and normal 
specimens . 

Figure 2 depicts the localization at codon 36 by sequence 
10 determination. 



Mutations in p53 have been linked with a variety of 
cancers. Mutations can be somatic or germline in origin, the 
distinction being that germline mutations are present in all 
15 cells of the body, tumor or otherwise. Many of the mutations 
obaerved in P 53 are somatic in origin. However, germline 
mutations, when identified, can be significant due to the 
possibility they represent genetic inheritance. Germline 
mutation., however, can also be d. novo, i.e. originate during 
20 embryogenesis. Although inherited mutations are much less 
common, they have been identified in family cancer syndromes 
such as the Li-Fraumeni syndrome. Li et al.. -Rhabdomyosarcoma 
« cnildren,- J. Wa tl. Cancer Inst., 43:1365-1373 (1969, The 
potential for inherited predilection to cancer development 
methods 668 ^ 8i9nifiCanCC Md **™bility of screening 
for rapidly and sensitively determining inheritance. 

The present invention relates to the identification 
of . polymorphism at codon 36 in exon 4 of the p53 gene. Exon 
30 4 is the largest exon of the pS3 gene and spans from codons 22- 
125. Although exon 4 does not contain a mutational "hotspot" 
others have reported mutations in this region. Caron de 
Fromental, et al.. Genes Chram. Cancer, 4:1-15 (i 992 ) An ■ 
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example of a mutational "hotspot" is the region spanning air.inc 
acids 130 to 240. A number of point nutations were identified 
in this region, which led to significant, turner-promoting 
changes in phenotype. WO 92/00311, published January 9, 1992. 
5 See also Nigro, et al., supra.' 

Polymorphisms provide an opportunity for screening 
methods upon establishment of linkage with a particular 
mutation. Although the mutations themselves can be screened, 
the polymorphism may be a restriction fragment length 
10 polymorphism, resulting in the change in length of fragments 
cleaved with a particular enzyme, such that the presence of the 
polymorphism can be readily ascertained without resort to 
sequencing cr PGR. Upon establishment of linkage with a ■ 
mutation, an RFLP allows for simpler analysis, such as in the 
is establishment of pedigrees. 

Additionally, polymorphisms allow for the linkage 
determination of genes which have not yet been specifically 
identified, but have been identified in that a loss of 
heterozygosity in a region purportedly containing the gene 
20 results in the development of cancer or other disease 
conditions. Thus, pedigree analysis of unidentified genes is 
also possible. One method used for screening for mutations 
is single- strand conformation polymorphism (SSCP) analysis. 
A point mutation in a small DNA fragment causes a significant 
25 conformational change which is detectable as a difference in 
mobility in non-denaturing acrylamide gel electrophoresis. A 
limitation of this method is that it does not distinguish 
between polymorphisms and mutations. The initial 

identification of polymorphisms by SSCP, or other methods, 
30 followed by characterization by sequencing, should obviate the 
need for further sequencing when the same polymorphic patterns 
are found in other cases. Similarly, knowledge of a single 
specific polymorphism can be helpful. See, for example, the 
discussion in Mitsudomi, et al., supra regarding the purported 
35 mutations at codon 213. During screening, a polymorphism at 
codon 213 was noticed. To exclude the polymorphism, side by 
side comparisons with a control sample using SSCP were * 
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performed . This pattern ccmpj-risor revealed char 4 cf l"* 
purported mutations in excn 6 m*y have been polymorphisms. 

Various methods are available is tne art for 
identification of mutations in the p53 gene. For example, see 
5 wo 92/13970. published August 20. X992; wo 92/00311, discussed 
previously; wo 93/20233, published October 14. 1993. aad Ep 
0390323, published October 3, 1990 (subject matters of which 
are incorporated herein by reference) . Mutations can be 
determined using SSCP or denaturing gradient gel 
10 electrophoresis (DGGE) as PCX-based methods, if the mutation 
changes a restriction site, or results in a large deletion, the 
mutation can also be initially recognized by Southern blot. 

The present invention is not limited to any one 
particular manner of identifying the mutation. Of course, 
15 mutations can also be identified through the more laborious 
task of sequencing entire gene isolates or genomic hot spots. 

Mutations which have been causatively linked to tumor 
Development and/or progression are preferable. That is 
tissues of patients displaying mutations which result in ' 
20 phenotypic expression of tumors are preferred for subjecting to 
the methods according to the invention. However, as many 
mutations lead to a pre - cancerous state and depend uoon 
subsequent mutations in the sister allele for entering the 
cancerous state, such mutations are also contemplated, as they 
25 provide a mechanism for earlier diagnosis. See discussion in 
WO .92/00311 discussed, supra. In WO 92/00311. a pre-canc.r 
cell is defined as a cell that has one normal p53 allele and 
one mutated pS3 allele. m a cancer cell, both alleles are 
mutated, if the present polymorphism is linked to a mutation 
30 it may be possible to identify this pre -cancer state. However' 
it 1. also possible that allelic loss may precede mutation in 
the sister allele. Such is the case with rhabdomyosarcoma 
(RMS} . Felix, et al., Cancer Research. 52: 2243-2247 
<1992) (incorporated herein by reference) . 
" Once a mutation has been identified, the method 

according to the invention can be utilised to determine linkage 
of the mutation with the polymorphism. Linkage determinations ■ 
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can provide numerous diagnostic advantages. For earu 
Un*age is established, allelic l oss can ? also * 0 ^ d ~ 
^cussed above. lin kage determinations can also be US e fuI £ 
17p OCi other than p 53 .. dis -. aI 17p M ^ ^J^b' 

I uf ^ tUm0rS - ThUS ' of a 

linkage, * e ie then possible to screen for careers 

origin of ^tTl'.r" * ^ d ««™^ P—tU 

" i—i-— . if the ^^uZi^^ d fanilial 

rie * 8, *n this manner, sibUnas 

«. th. invention. .„ plif ie.tio, c£ £ ""»«• "«*». 

the action is if ™ ™ caning 

ch.in r..etio„ . uch „ aLcio. /t Ts p^ 1 ™"** 

».SS3.1M issued to .t .1 , nt "°' 

"•fiction .nsyw.. , iJe "* *" cil « n with 

Pdy^rphi™ identified °° 9«1» th. 

south.™ h""™i v : 1 r„ c th ' «- b. id.^i^.d 

ccnt^^th.,,^ r^r.^.^tTr" • •"■'*** 

•nsym.. or with the / subj«et.d to cl..v. g . wlth th . 

c» h. .i^t.,,.^ *^7* t0 "~ «• I**-**- 

. » th. p.i>. X , lV=T.d* mpl " iMtisn - 

9 «.ti C link .o. c> „ >. cm z^ z .r^;:/" tM 
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Upon the establishment of genetic linkage, screening 
to determine parental origin of the polymorphism provides 
insight into the potential hereditarial crigin of the mutation 
and , hence , the tumor . Parental origin screens can be 
5 performed in a manner similar to screening the p53 gene, or 
region thereof, for possession of the polymorphism. Rather 
than being performed upon tissue extracted from a tumor, 
however, such screens are performed upon normal tissue isolated 
from parents and the patient. The same procedure as described 

10 above is then followed. The heterozygous occurrence of this 
polymorphism is infrequent enough that it is unlikely that both 
parents would be heterozygous. 

A similar procedure as outlined above is performed in 
order to determine familial carriage of distal related genes, 

15 especially when those genes have not been isolated. The 
presence of the polymorphism in a sibling or offspring might 
indicate proclivity for the mutation and, hence, tumor 
development. 

Materials and Methods 

20 Oligonucleotide Primers 

The primers used for amplification were obtained from 
Dr. Mitsudomi. See Mitsudomi et al., supr^. The primers were 
derived from intron 3 and intron 4 of pS3. The sequences of 
the primers are as follows: 
25 5 ' AGGACCTGGTCCTCTGACTC 3' intron 3 S£Q ID N0:1 

3 ' CATTGAACTCTCATGGAAGC 5' intron 4 SEQ ID 

NO:2. 

Single-strand conformation polymorphism (SSCP) 

Point mutations in the p53 gene were detected using 
30 a modified version of the PCR/SSCP method (Orita et al., PNAS- 
USA, 86:27€S-2770 (1989) and Genomics, 5:874-879 (1989). 
Su2uki et al.. Oncogene, 5:1037-1043 (1990), (incorporated 
herein by reference. One hundred nanograms of genomic DNA was 
amplified in a volume of 10 nl containing 50 mM potassium 
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chloride, 10 mM Tris-HCl (pH 8.3), 1.5 mM magnesium chloride, 
3.01% (w/v) gelatin, 1.25 mM each of Jour dCTPs (Pharmacia), 
0.05 fig of the pair of primers, 0.25 units cf Taq DNA 
polymerase (Pericin Elmer Cetus, Norwalk, CT, USA) and C.5 ^1 of 
5 [<*-"P^dCTP {300Cimmol*\ 10mCimmol- ; , Amershan, Arlington, IL, 
USA) . The amplification reaction using a thermal cycler 
(Perkin-Elmer Cetus) consisted of 94°C for 9 minutes for 
initial denaturation when using genomic ENA, followed by 35 
cycles of 94 # C for 1 minute, annealing for 1 minute at 55 °C 
10 (genomic DNA), extension at 72°C for 2 minutes, and a 7 minute 
final extension at 72 »C. One jil was then cleaved with the 
enzyme Alwnl in 10 fil to reduce the fragment sizes to those 
more suitable to SSCP. 

Two micro- liters of the digested product was 
15 transferred to a 96 well plate; mixed with loading buffer (95V 
forraamide, 20 mM EDTA, 0.05V xylene cyanol, 0.05% bromophenol 
blue) and incubated in a 90°C water bath for 5 minutes to 
separate the single strands. After heating, the samples were 
immediately cooled on ice and 2 nl of each sample was loaded 
20 onto a 6% acrylamide gel containing 89 mM Tris-borate, 2 mM 
EDTA, pH 8.3 (1 x TBE) . The gel was run at 25 W for 4.5 hours 
at 26 °C using 1 x TBE as running buffer. After 
electrophoresis, the gel was dried and exposed to Kodak x-Omat 
AR film with an intensifying screen at -73»c for 15 hours. 

25 Characterization of Polymorphism 

Polymorphisms were confirmed by direct sequencing of 
genomic DNA/PCR products (Fig. 1) . One fig genomic DNA was PCR 
amplified and 1/250 cf these products used as template in a 
second heminested PCR reaction for sequencing. Thirty cycles 

30 at 95»C for 1 minute, 58'C for 1 minute, and 72«C for 3 minutes 
were utilized. PCR products were agarose gel isolated, and 500 
ng were directly sequenced using nested oligonucleotides. 
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Example 1 - Determination of polymorphism 

Excn 4 of the p53 gens was screened by genomic DNA 
SSC? analysis as describe above on genomic DNA from IOC 
individuals. Genomic DNAs were prepared from the peripheral 
5 blood of 19 normal individuals; from the peripheral blood, B 
lymphoblastoid lines or fibroblast lines, but not tumor tissue, 
of 16 patients affected with various cancers; 15 leukemic 
marrow specimens ; 20 neuroblastomas or neuroblastoma cell 
lines; nine rhabdomyosarcomas or rhabdomyosarcoma cell lines; 
10 21 brain tumors; one testicular tumor; and one retinoblastoma 
cell line. Paired leukemia and brain tumor speci.* *ns from one 
patient with multiple primary cancers were included in the 
aforementioned samples as reported upon by Perilongo et al . / 
Leu*ejnia, 7:912-515 (1993). Matched normal tissues from nine 
15 patients with some of the above cancers also were studied. 

An identical SSCP pattern difference and silent CC3 
to CCA change at codon 36 suggesting a pS3 polymorphism were 
found in peripheral bloods of two unrelated normal individuals, 
matched tumor and normal tissues of a patient with a 
20 gangliocytoma/ganglioneuroma, and in a neuroblastoma. The 
results are depicted in Figure 1. In panel 1, lane 1 is normal 
peripheral blood, lane 2 is a leukemia cell line, and lanes 3-5 
represent brain tumor. In panel 2, lane l is a retinoblastoma 
and lanes 2-9 represent neuroblastomas. In panel 3, lane 1 is 
25 a brain tumor, lane 2 is blood from the patient as the sample 
in lane 1, and lanes 3-5 represent normal tissue samples. T91- 
84T represents the gangliocytoma/ganglioneuroma specimen. Nb4 
represents the neuroblastoma specimen. Th; .orraal specimen is 
designated as such. 
30 As can be seen from the figure, four samples out of 

100 displayed the polymorphism, nil four samples displaying 
the polymorphism were also heterozygous for the polymorphism.. 
The polymorphism changes a Finl restriction site to a Bed 
site. An arrow in Figure 1 represents the pattern of the 
35 polymorphic allele. An asterisk indicates the other exon 4 
polymorphism at codon 72. The NB4 specimen exhibited both 
polymorphisms. Other specimens tested were homozygous for the 
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more common allele. No specimens tested were homozygous for 
the polymorphism, tumor or normal. 

Genomic DNA from the peripheral blood of a normal 
individual was amplified by PCR and sequenced directly to 
5 verify* the polymorphism and heterozygosity at codon 36. The 
results are depicted in Figure 2. As can be seen in Figure 2, 
there are bands present in the "G* and "A" lanes at the 3' 
terminal nucleotide of codon 36. 

Exaaple 2 - Determining Genetic Linkage of Unidentified Genes 

10 The polymorphism at codon 36 of p53 can serve as a 

marker for mapping unidentified genes on chromosome 17 for 
which loss of heterozygosity has been linked with disease. The- 
region of genomic loss can be mapped using standard techniques 
and the polymorphism. A recent example of how genetic linkage 

15 led to the identification of a new gene is that of the genetic 
mapping of a locus predisposing to colorectal cancer (Peitomaki 
et al.. Science. 260:810-812 (1993)., incorporated herein by 
reference J , where specific chromosomal markers on human 
chromosome 2 were traced in pedigrees. In this case, the 
20 polymorphisms were microsatellites . 

Example 3 - Determining Genetic Linkage of Identified p53 
mutation 

Once a tumor possessing a germline mutation is 
identified, allelic linkage with the polymorphism at codon 36 

25 of exon 4 can h* assessed. Genomic DNA is extracted from the 
tumor and the presence of the polymorphism, pattern can be 
screened for using Southern blot analysis. The DNA can be cut 
with FinI and Bed. The labelled probe to be used can be pS3 
cDNA, such as the 1.8 kb Xbal p53 cDNA probe derived from clone 

30 php53cl discussed in Felix et al., J. Clin. Invest., 89:640-647 
(1992) (incorporated herein by reference) . 

Alternatively, if the sample size so requires, genomic 
DNA is extracted from the tumor and the region of the gene 
purportedly possessing the mutation and exon 4 can be amplified 

35 using PCR and the polymorphism screened for using SSCP. The 
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particular primers co be used for the PCR amplification will 
depend upon the iocation of the mutation in relation to the 
polymorphism. One skilled in the art could readily determine 
the appropriate primer to be used from those available in the 
5 literature and the sequence of p53 which is available in 
GenBank The primers for these purposes would be selected so 
that the amplified products encompassed both the mutation ana 
the polymorphirm. For a list of some primers which can be 
utilized, see Mitsudomi et al., supra. 
10 In both instances, the patterns obtained can br. 

compared with genomic DMA from a sample possessing the 
polymorphism, or the patterns in Figure 1 if testing conditions 
are c.e same. 

Upon identification of a similar pattern, the 
15 amplified PCR product, or genomic DNA region containing the 
mutation and polymorphism, can be cloned using methods 
available in the art and the cloned material sequenced. 
Specifically, in the case of genomic DNA, genomic cloning can 
be utilized. Briefly, the genomic DNA can be cleaved with 
20 restriction enzymes which result in a fragment containing the 
mutation and the polymorphism. This fragment can then be 
cloned into a vector with complementary sites. The appropriate 
restriction enzymes will depend upon the location of the 
mutation in relation to the polymorphism and can be readily 
25 ascertained by one skilled in the art. 

The presence of the mutation in the same clone as the 
polymorphism indicates that both occur on the same allele. 
Conversely, the presence of one and not the other, suggests 
that they occur on different alleles. 



30 



Bxaaple 4 - Determining Pazeatal Origin 

Once allelic linkage has been established between the 
polymorphism at codon 36 of exon 4 and the germline mutation, 
genomie DNA can be isolated from tissue from the parents and 
screened for parental origin of the allele carrying the 
35 mutation. The polymorphism can be identified by either 
Southern blot or SSCP as in Example 3 above. 
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Example 5 - Determining Familial Pedigree 

Once allelic linkage has been established between :he 
polymorphism at codon 36 of exon 4 and the germline mutation, 
genomic DNA can be isolated from tissue from the siblings, 
5 offspring, and other relatives of the patient to screen for the 
presence of the allele carrying the mutation. The polymorphism 
can be identified by either Southern blot or SSCP as in Example 
3 above. 

Bxaaple € - Determining Lots of Heterosygoeity 

10 Regardless whether linkage between the polymorphism 

at codon 36 of p53 and the germline mutation is established, 
the presence of absence of heterozygosity for the polymorphism 
in the patient sample can be ascertained by the methods 
discussed above. Specifically, heterozygosity for the 

15 polymorphism at codon 36 can be ascertained by SSCP cr Southern 
blotting, m the instance of Southern blotting, both Bed and 
Finl would be used. Loss of heterozygosity can be ascertained 
by comparison with normal tissue from the patient. 



The foregoing examples are meant to illustrate the 
20 invention and not to limit it in any way. Those skilled in the 
art will recognize that modifications can be made which are 
within the spirit and scope of the invention as set forth in 
the appended claims. 
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What 1* claimed is: 

1. A method for determining linkage of a region of 
chromosome 17 for which loss of heterozygosity leads to 
development of disease to a polymorphism at codon 36 of exon 

5 4 said method comprising: 

a) isolating genomic DNA corresponding to said 
region; and 

b) identifying the polymorphism in said DNA. 

2. The method of claim l wherein the polymorphism 
10 is identified by single-strand conformation polymorphism 

analysis. 

3. The method of claim 1 wherein the polymorphism 
is identified by Southern blotting. 

4. The method of claim l wherein the disease is 

15 cancer. 

5. A method for determining genetic linkage of a 
previously identified germline mutation in the p53 gene 
resulting in expression of a tumorigenic phenotype with a 
polymorphism at codon 36 in exon 4 of said gene in a patient 

20 extract, said method comprising: 

a) isolating genomic DNA from the tumor; 

b) identifying the polymorphism in said DNA; 

c) cioning the region of the DNA containing the 
mutation and the polymorphism; 

25 d > sequencing the cloned DNA; and 

e) ascertaining whether the mutation and 
polymorphism are present in the same clone. 

6 - The method of claim 5 wherein the polymorphism 
is identified using singie-strand conformation polymorphism 
30 analysis. 
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7. The method c£ claim 5 wherein the polymorphism 
is identified using Southern blotting. 

8. The method of claim 5 wherein the patient has • 
been diagnosed with the Li-Fraumeni syndrome. 

5 9 . A method for determining parental origin of an 

allele carrying a germline mutation in the p53 gene which has 
been linked tc a polymorphism at codon 36 of exoxi 4 
comprising: 

a) isolating genomic DNA from each parent cf a 
10 patient possessing the allele; and 

b) identifying the polymorphism in the DNA. 

10. The method of claim 9 wherein the polymorphism 
is identified using single-strand conformation polymorphism 
analysis. 

15 11. The method of claim 9 wherein the polymorphism 

is identified using Southern blotting. 

12. A method for determining familial inheritance 
of an allele carrying a germline mutation in p53 which has 
been linked to a polymorphism at codon 36 in exon 4 of the pS3 
20 gene said method comprising: 

a) isolating genomic DNA from relatives of a 
patient possessing the allele; 

b) identifying the polymorphism in said genomic 

DNA. 

25 13- The method of claim 12 wherein the polymorphism 

is identified using single-strand conformation polymorphism 
analysis. 

14. The method of claim 13 wherein the polymorphism 
is identified using Southern blotting. 
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15. A method for determining loss of heterozygosity 
in chromosome 17 in a tumor sample comprising: 

a) isolating genomic DNA from a tumor of a patient 
exhibiting said tumor; 
5 'b) identifying a polymorphism at codcn 36 of exon 

4 in said DNA; 

c) determining that the polymorphism is homozygous 
in said tumor DNA; 

d) isolating genomic DMA from normal tissue of said 

10 patient; 

e) identifying the polymorphism in the genomic DNA 
of said normal tissue; and 

f) determining whether said normal tissue is 
heterozygous for the polymorphism. 

15 IS . The method of claim 15 wherein the polymorphism 

is identified using single-strand conformation polymorphism 
analysis . 



17. The method of claim 15 wherein the polymorphism 
is identified using Southern blotting. 
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